Hydrochlorothiazide is 6-chloro-3,4-dihydro-2H-1,2,4-benzothiadiazine-7-sulfonamide-1,1-dioxide and metoprolol tartrate is 1,\[4-(2-methoxyethyl) phenoxy\]-3-\[(1-methylethyl)amino\]-2-propan-ol tartrate. The molecular mass of hydrochlorothiazide and metoprolol tartrate is 297.74 g/mol and 684.81 g/mol, respectively.

Few methods for simultaneous estimation of hydrochlorothiazide and metoprolol tartrate by reverse phase chromatography have been reported\[[@ref1][@ref2]\]. There are also some methods used for estimating individual hydrochlorothiazide, and metoprolol tartrate\[[@ref3]--[@ref5]\]. Some pharmacopoeia methods are also available for estimating individual hydrochlorothiazide\[[@ref6]\] and metoprolol tartrate\[[@ref7]\]. The HPLC methods using the most commonly available columns and detectors like the UV detectors are preferred. The present study describes the determination of hydrochlorothiazide and metoprolol tartrate by using reverse phase chromatography, a C~18~ column with a UV detector.

The use of HPLC is very much preferred now-a-days for routine analysis. It is important that well validated HPLC methods are to be developed for simultaneously estimating hydrochlorothiazide and metoprolol tartrate. The aim of this study is development of a simple, precise, rapid and accurate reverse phase HPLC method for the simultaneous estimation of hydrochlorothiazide and metoprolol tartrate in pharmaceutical tablet dosage form.

Hydrochlorothiazide and metoprolol tartrate obtained as commercial samples were used for the analysis. Solvent methanol HPLC grade was procured from Rankem, Mumbai, India. Dibasic potassium phosphate was procured from S. D. Fine Chemical, Mumbai, India, which were of AR grade. The water used for analysis was also HPLC grade.

A liquid chromatography system consisted of a Shimadzu, class VP LC-10AT equipped with a binary solvent delivery pump, manual injector, column thermostat and UV detector. The system was controlled by Class VP software. The column used was Inertsil ODS-3, 250 mm, 4.6 mm ID, packed with 5 μ particle size and the detection was done at a wavelength of 226 nm. The flow rate was 1.0 ml per min and run time was 16 min. The column temperature was kept ambient. The mobile phase with a mixture of dibasic potassium phosphate buffer, and methanol in the ratio of 60:40 v/v was prepared. The mobile phase was filtered through 0.45 μ Nylon 6,6 membrane filter and degassed in ultrasonic water bath.

A mixture of dibasic potassium phosphate buffer and methanol was used as mobile phase. Buffer was prepared by weighing accurately an amount of 7.7 g of dibasic potassium phosphate in to a 1000 ml volumetric flask and diluted to volume with water.

Weighed quantity of 12.5 mg of hydrochlorothiazide in to a 100 ml volumetric flask and about 50 ml of methanol is added to it. Sonicated to dissolve completely and diluted to 100 ml with methanol. Weighed quantity of 25 mg of metoprolol tartrate in to a 50 ml volumetric flask and add 10 ml of methanol to it, and the contents were sonicated to dissolve. Then using a graduated pipette added 25 ml of above hydrochlorothiazide stock solution to it. Mixed and diluted to 50 ml with the same methanol. The final concentration was 62.5 ppm of hydrochlorothiazide and 500 ppm for metoprolol tartrate.

Twenty microlitres of the above standard solution of hydrochlorothiazide and metoprolol tartrate was injected each time in to the stream of mobile system at a flow rate of 1 ml/min. The solution was injected 7 times in to the column and the corresponding chromatograms were obtained. From these chromatograms the area under the peaks and respective retention time of the drug were noted. The retention time of hydrochlorothiazide and metoprolol tartrate observed was 4.13 and 10.81 min, respectively. A model chromatogram is shown in [fig. 1](#F1){ref-type="fig"}. Using these values of the two drug substances the precision was checked for the area and retention time of both the drugs.

![Typical HPLC chromatogram of hydrochlorothiazide and metoprolol tartrate\
The two components were eluted at a retention time of 4.13 min and 10.81 min with an area of 79354 and 136749 for hydrochlorothiazide and metoprolol tartrate respectively. The system suitability was also as per the guidelines and the reproducibility was also checked which was also within the limits.](IJPhS-73-219-g001){#F1}

A commercial brand of Metolar H tablets was chosen for testing suitability of the proposed method to estimate hydrochlorothiazide and metoprolol tartrate in tablet formulation. The label claim was 100 mg and 12.5 mg for metoprolol tartrate and hydrochlorothiazide, respectively. Twenty tablets were weighed and average weight was determined. The tablets were crushed to a fine powder, and weighed quantity of powder equal to half of the average weight, in each of the three 100 ml volumetric flasks. Then 50 ml of methanol was added in each of the volumetric flasks. The contents of the flask were allowed to dissolve with intermittent sonication to ensure complete solubility of the drug. The mixture was diluted to the volume with methanol, thoroughly mixed and then filtered through 0.45 μ nylon filter. The final concentration of the solution was 62.5 ppm for hydrochlorothiazide and 500 ppm for metoprolol tartrate. From each of these solutions 20 μl was injected in to the system. The drug content in the test preparation was quantified by comparing with the known amount of standard injected. The results obtained are as shown in [Table 1](#T1){ref-type="table"}.

###### 

ASSAY OF COMMERCIAL SAMPLE
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To achieve sharp peaks with good resolution under isocratic conditions, mixture of methanol and dibasic potassium phosphate salt solution in different proportion were tested as mobile phase on a C~18~ stationary phase. The mixture of buffer and methanol in the proportion (60:40 v/v) proportions was proved to be the most suitable for estimation. Since the chromatographic peaks were better defined, resolved, and free from tailing with this system, under the above mentioned chromatographic conditions, the retention time obtained for hydrochlorothiazide and metoprolol tartrate were 4.13 and 10.81 min, respectively. The method was validated for accuracy, precision, specificity, linearity, as per ICH guidelines\[[@ref8][@ref9]\].

The recovery studies were carried out by adding known amounts of hydrochlorothiazide and metoprolol tartrate and then analyzing them by the proposed HPLC method. Subsequent dilutions of the solutions ranging from 12.5 to 75.0 ppm for hydrochlorothiazide and 100 to 600 ppm for metoprolol tartrate were made and linearity was checked. Twenty microlitres were injected each time in the stream of mobile phase, at a flow rate of 1 ml/min. Each of these dilutions of different concentration was injected in duplicate in to the column and the corresponding chromatograms were obtained. From these chromatograms the area under the peak of the drug were noted. Using these values, the mean ratio of the drug was calculated. The regression of the drug concentration over these ratios was completed. The % RSD was less than 0.44%, which shows high precision. The percent recovery is in between 98 to 102% which indicates specificity and accuracy of the method.

The system suitability was carried out by injecting standard solution of hydrochlorothiazide (62.5 ppm) and metoprolol tartrate (500 ppm) in to the chromatographic system to check the reproducibility of peak areas (% RSD). The % RSD observed was 0.33 and 0.44 for hydrochlorothiazide and metoprolol tartrate, respectively. The results of precision are shown in [Table 2](#T2){ref-type="table"}.

###### 

PRECISION DATA
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Placebo solutions (mixture of excepients), diluent used for preparation of standard solution and sample solution were injected in the chromatographic system and checked for interference at retention time corresponding to the retention time of hydrochlorothiazide and metoprolol tartrate. The experiment was carried out at three different levels i.e. 110%, 120%, and 130% of the working concentration of hydrochlorothiazide (62.5 ppm) and metoprolol tartrate (500 ppm). The pure standards at these three levels were added to the sample. From the amount found, the percentage recovery was calculated. The percentage recovery found was 99.4% to 100.61% for hydrochlorothiazide and 99.27 to 100.83% for metoprolol tartrate, respectively. The results of recovery are shown in [Table 3](#T3){ref-type="table"}.

###### 

RECOVERY DATA
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The linear working range was selected depending upon the nature of application. The linear working range selected corresponding to the concentrations range of 12.5 to 75.0 ppm of hydrochlorothiazide and 100 to 600 ppm of metoprolol tartrate. Six levels were prepared and each level was injected in duplicate in to the chromatographic system. Mean peak area of each level was calculated. Graph of mean peak area vs. concentration was plotted and the best-fit line was determined by regression. % intercept and correlation coefficient was obtained. The results of linearity are shown in [Table 4](#T4){ref-type="table"} and [Table 5](#T5){ref-type="table"}.

###### 

LINEARITY HYDROCHLOROTHIAZIDE
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###### 

LINEARITY METOPROLOL TARTRATE
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In the present study an attempt has been made to develop a simple, sensitive, accurate, HPLC method for the simultaneous estimation of hydrochlorothiazide and metoprolol tartrate. The proposed method for determination of hydrochlorothiazide and metoprolol tartrate from oral dosage form is specific, accurate, precise, and rapid. It can be used for routine quality control analysis of oral dosage form containing hydrochlorothiazide and metoprolol tartrate.
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